Achieving food security along with environmental sustainability requires high yields with reduced demands on irrigation resources for rice production systems. The goal of the present investigation was to identify traits and germplasms for rice breeding programs that target effective grain production (EGP) under non-flooded field systems where the crop can be subjected to intermittent water stress throughout the growing season. A panel of 15 cultivars was evaluated over three years regarding phenological and agronomic traits under four soil moisture levels ranging from field capacity (29% volumetric water content; VWC) to just above the wilting point (16% VWC) using subsurface drip irrigation. An average of 690 ha-mm ha −1 water was applied for the 30% VWC treatment compared to 360 ha-mm ha −1 for the 14% VWC treatment. The average soil moisture content influenced several traits, including grain quality. Regression analysis identified six traits that explained 35% of the phenotypic variability of EGP. Four varieties (PI 312777, Francis, Zhe 733, and Mars) were found possessing significant slopes for 10 or more traits that respond to a range in soil moisture levels, indicating that they may offer promise for future rice breeding programs. Furthermore, based on the contrasting responses of four parent cultivars, two mapping populations were identified as potential genetic resources for identifying new quantitative trait loci/genes for improving EGP of tropical japonica rice varieties. 30 to 45 cm a year [10] [11] [12] . Moreover, with increasing population growth, there is increased competition between agricultural and urban sectors for freshwater resources, which is expected to grow further in the next 30 years, increasing the need for sustainable food production [13] [14] [15] . Davies, et al. [16] suggest that irrigation management must shift from maximizing production per unit area to per unit of water applied, which is often termed as water productivity, but Blum [17] argued that effective use of water for grain yield (GY) should be the breeding target compared to the water use efficiency under limited moisture conditions. Rice research and on-farm field trials have demonstrated that several irrigation management systems, such as alternate wetting and drying (AWD), multiple-inlet, furrow, pivot irrigation, and zero-grade fields have the potential to increase water savings and the long-term sustainability of rice production [18] [19] [20] [21] [22] [23] . Furthermore, rice produced under AWD, aerobic, or low soil moisture conditions has additional benefits, such as reduced greenhouse gas emissions and lower arsenic accumulation in the grain [24, 25] . Despite these benefits, a major concern for producing commercial rice under reduced irrigation is GY penalties ranging from 13% to 32% when compared to conventional flood irrigation, but genetic variation in rice germplasm may serve to correct this concern [24,26,27] by deploying alleles through breeding that result in effective use of water and crop resiliency to abiotic stress [17, 28] . There has been worldwide interest in evaluating rice germplasm for production under reduced irrigation systems, particularly in areas where access to irrigation resources is limited and/or incidence of drought is expected to increase [29] [30] [31] [32] . However, such efforts have been more limited in the U.S. where rice research has historically been focused on achieving higher yield potential without production constraints [26, 30] .
Introduction
Rice (Oryza sativa L.) is one of the most important food crops on the planet [1] . Although rice yield improvements attributed to breeding and cultural advances were achieved in the 20th century, trends over the last 20 years indicate a deceleration in the rate of yield gains for many rice-producing regions [2, 3] . In addition, by 2050, the global population is expected to reach nearly 10 billion, which will further strain agricultural systems and natural resources to produce enough to feed the world. There are worldwide concerns for the long-term sustainability of irrigation-intensive crops; projections indicate 20-60 Mha of cropland may change from irrigated to rainfed management systems in the next 30 years, highlighting the need for reducing the water required for food production [4] . Rice production utilizes the most irrigation resources, followed by wheat and corn [5, 6] . The United States of America (U.S.A.), although not a major producer of rice, exports half of its production, accounting for 7% of the rice in world trade, and is among the top five rice exporting countries [7] . The south-central region of the United States (U.S.) is the primary rice growing area, with the state of Arkansas producing half of the country's crop. Despite moderate rainfall in this area, approximately 80% of the irrigation demands for rice are met by pumping from underground aquifers, especially the Mississippi River Valley alluvial aquifer [8, 9] . Over the past four decades, this alluvial aquifer has been depleted at an alarming rate of
Materials and Methods

Plant Material, Experimental Design, and Cultural Management
The 15 varieties chosen for this study ( Table 1) represent cultivars that were grown on major commercial acreage and span approximately 30 years of breeding in the southern U.S.A. Among these, 11 cultivars were from the TRJ subpopulation and four were international introductions from the indica subpopulation-all of which have been used in southern U.S. rice breeding programs. The cultivars include long and medium grain market classes as well as varieties like Saber and Rondo that have been grown on minor acreage because they are used for specialty purposes such as parboiling and rice flour markets, respectively. From these 15 cultivars, 10 have also been used as parents in developing five gene mapping populations (designated from A to E, Table 1) Field experiments were conducted over three years (2014) (2015) (2016) at the DBNRRC and the University of Arkansas Rice Research and Extension Center, in Stuttgart, AR, U.S.A. (34.46286 • N, 91.39944 • W). Soil at the location is characterized as a Dewitt silt loam (fine, smectitic, thermic, Typic Albaqualfs; https://soilseries.sc.egov.usda.gov/OSD_Docs/D/DEWITT.html) with a slope generally < 1% and the A and E horizons ranging from 18 to 60 cm in depth. Prior to planting, a subsurface drip irrigation (SDI) system was installed with 15 mil drip irrigation tapes (Jain Irrigation, India) placed in the rhizosphere at 20 cm below the soil surface with one drip tape between the two rows of each plot and 81.2 cm between irrigation tapes in adjacent plots (Supplemental Figure S1 ). Time domain transmissometry (TDT) moisture sensors (Digital TDT, Acclima, Meridian, ID, USA.) were installed in each treatment zone between the two experimental rows at a depth of 18 cm, just above the placement of the irrigation tapes. The targeted irrigation levels were based on plant available soil moisture calculated as the difference between field capacity and the wilting point for the Dewitt silt loam using soil-water characteristics derived from Saxton and Rawls [50] . The percent plant available water was calculated to determine depletions of 0%, 15%, 30% and 60%. These depletions correspond to the volumetric water content (VWC): 30% VWC [irrigation treatment 1, equivalent to field capacity (FC)]; 24% VWC (treatment 2); 20% VWC (treatment 3); and 14% VWC (treatment 4) as measured by the TDT moisture sensors and portable dielectric sensors (Theta probe, Dynamax Corporation, Fresno, CA, USA.) calibrated to the soil. The total amount of rainfall was determined from an on-site weather station. Irrigation water was applied with an emitter discharge rate of 3.20 L h −1 .
Approximately one week prior to planting, the field was sprayed with a non-selective herbicide to kill winter weed growth. The field was then tilled at a depth of 3 cm just prior to sowing. Plots were drill seeded at a depth of 2.5 cm using a seed planter (Almaco Nevada, IA, USA) with 40.6 cm row spacing on 26 May 2014, 12 June 2015, and 4 May 2016. Two-row plots, 2.1 m in length, were sown using a seeding rate of 108 kg ha −1 . All plots were flood irrigated for 48 h after sowing to fully saturate the soil to assure uniform seedling stands after germination. Three days after seedling emergence, 135 kg urea N ha −1 was applied as a single dose, and the field was fully irrigated two more times before initiating the irrigation treatments. Pre-and post-emergence herbicides were applied as per the recommendations for the region. At V5, the five-leaf stage [51] , the plots were thinned to achieve a plant population of 19 plants m −2 , and plants in the middle of the plot were used for subsequent measurements. Fungicide was applied before booting and at the heading stage as a preventative measure.
The experiment was conducted using a split-plot design with three replications, four irrigation treatments as the main plots (laid out in un-replicated strips), and 15 varieties as the subplots ( Figure  S1 ). Because there was a 0.83% slope in the field perpendicular to the irrigation emitter tapes, four buffer rows (cv. RoyJ) were planted between each irrigation zone to prevent water seepage between irrigation treatments, and the treatments were arranged in the same manner each year with the field capacity treatment at the low end of the field. In addition to the TDT sensor in each irrigation treatment, soil volumetric water content (% VWC) was monitored at the 5 cm soil depth for each experimental unit using a portable SM-150 probe (in year 2014) (Dynamax Corporation, Houston, TX, USA) or a POGO Pro (Stevens Water Monitoring Systems Inc., Portland, OR, USA) (in years 2015 and 2016) during the growing season every 1 to 2 weeks depending on rainfall and prior to irrigation being applied. The seasonal soil moisture was determined for each experimental unit as the average of these approximate bi-weekly soil moisture readings. The irrigation treatments were maintained until physiological maturity and harvest of all varieties. In 2015, irrigation treatment 3 was dropped from the study due to heavy bird predation in most of the plots.
Trait Measurements
Days to heading was determined in 2015 and 2016 for each plot based on the number of days from plant emergence to 50% heading in the plot. Determination of days to maturity was based upon the number of days from plant emergence to physiological maturity. Days of grainfill was calculated as the difference between days to maturity and days to heading. Final plant height (cm) was measured from the soil surface to the tip of the panicle just prior to harvest. Growing degree days (GDD) were determined for each experimental unit according to the method of Counce et al. [52] with GDD1 being based upon the period between the date of emergence and the date of maturity, whereas GDD2 was determined between the date of heading and the date of maturity (i.e., grainfill). In addition, during 2016, plant growth rates were determined for the periods prior to heading and during grainfill. For the vegetative phase, the plant height was measured at 71 DAE, which was prior to heading in any of the plots, to calculate the growth rate (cm day −1 ). For the reproductive phase, the growth rate was determined from the height gained between 71 DAE and the maximum plant height (at heading) divided by the number of days during this period and is presented as cm day −1 .
At panicle maturity, the R9 stage [51] , two to four of the spaced plants were hand harvested, threshed, and the grains were dried to 12% moisture for determining the GY per plant (g plant −1 ). For each experimental unit we calculated the effective grain production (EGP) as a ratio of GY (g plant −1 ):average seasonal volumetric water content (% VWC). A subsample of approximately 20 g of rough rice was hulled using a rice sheller (model TH035A, Satake Engineering Co. Ltd., Tokyo, Japan) to produce whole grain brown rice. Grain length (mm), grain width (mm), and grain chalk (% opaque area) were determined on approximately 100 grains of brown rice with WinSEEDLE ProV.2007E (Regents Instruments Inc., Sainte-Foy Quebec, Canada) software and an Epson Perfection photo scanner (model V700, Epson America Inc., Long Beach, CA, USA) [53] . The grain length:width ratio was calculated, and thousand kernel weight (TKW, g) was also determined. Grain thickness (mm) was determined on approximately 20 brown rice kernels using hand calipers.
The plots were scored for leaf and panicle stress at the R7 stage in 2014 and 2016. Leaf stress was recorded using a scale of 1 (little or no leaf rolling) to 5 (severe leaf rolling). Panicle stress was determined on a scale of 1 (panicles fully emerged from the boot and little sterility) to 8 (panicles not emerged from the boot or highly sterile). Canopy temperature ( • C) was recorded in 2014 as an average of three plants using the upper most leaf or flag leaf during the V13 (prior to booting) and R4 (at heading) stages of plant development using a digital laser infrared thermometer (Etekcity Corporation, Anaheim, CA, USA) between 10:00 and 14:00; all measurements were collected on the same day for consistency [54] . In 2016, canopy temperature was measured in the same method as in 2014 but at 85 DAE. On this same date in 2016, a SPAD 502 Pulse (Spectrum Technologies, Aurora, IL, USA) was used to measure the chlorophyll content of the most recent fully emerged leaf as explained in Barnaby et al. [26] .
Ascorbic acid (AsA) content was measured in 2016 using the uppermost leaf or the leaf just below the flag leaf of each plot (84 DAE). Total AsA content was determined by the ascorbate oxidase assay adapted to a 96-well plate format as previously described [55] . Briefly, all the leaf samples were collected from the field on the same day, immediately frozen in liquid nitrogen, and stored at −80 • C until analysis. Frozen tissue was ground in a freshly prepared 6% meta-phosphoric acid solution in deionized water using a mortar and pestle. The resulting slurry was transferred to a plastic tube and centrifuged for 5 min in a benchtop centrifuge at 15,000 g speed. The supernatant was transferred to a fresh Eppendorf tube, and a 300 µL reaction mixture was prepared by mixing the tissue extract with 100 mM potassium phosphate pH 6.9. When all samples were ready for assay, the reaction mixture was transferred to a 96-well plate, and each sample was spiked with 1 unit of ascorbate oxidase (Sigma, St. Louis, MO, USA). The reduced form of AsA was determined by measuring the decline in absorbance A265 relative to the control sample (no enzyme added). The oxidized form of AsA was determined in a similar 300 µL reaction mixture including 40 mM dithiothreitol (DTT), incubating at room temperature in the dark for 30 min, and measuring the absorbance A265. Total AsA was calculated as the sum of reduced and oxidized AsA contents. For calibration purposes, a standard curve with pure L-ascorbic acid (Sigma, St. Louis, MO, USA) was run in parallel to the experiment.
Statistical Analysis
Analysis of variance (ANOVA) was performed using the generalized linear model (GLM) procedure using SAS v9.3 (SAS Institute, Cary, NC, USA) with year, irrigation, and variety as fixed effects. All factors were tested by the experimental error except for the irrigation effect, which was tested using the irrigation × replication term. The main effects in the model were tested using least square means at a probability level of p <0.05. To determine whether a variety was responsive to differences in soil moisture for each of the plant traits measured, regression analysis was performed by variety, with the dependent variable being the plant trait, the independent variable being average soil moisture, and the Year being included as a fixed effect. A variety was considered sensitive (i.e., responsive) to seasonal soil moisture levels if the slope was significant (p < 0.10) and stable if the slope was nonsignificant. Positive slopes indicated that the trait increased in response to increasing soil moisture. The SAS v9.3 Proc Reg procedure was used to develop a regression model with EGP being the dependent variable and using the "stepwise" method. The defaults for entry or removal of a variable into the model were at a significance level of p = 0.15. Pearson correlation coefficients (r) among the traits were determined to summarize the strength of the linear relationships between each pair of response variables using the multivariate platform in JMP13.2 (SAS Institute, Cary, NC, USA).
Results
During the three cropping seasons of the study, a wide range in annual rainfall occurred, with the highest (396.49 mm) in 2014 and the least (261.62 mm) in 2015 ( Figure S2 ). Although the 2015 study was planted the latest (Julian date 163), it was a relatively cool season with an overall accumulated GDD of 1870 • C, whereas the 2016 planting was the earliest (Julian date 125) and was, at the time, the hottest season on record at the location (an overall accumulated GDD of 2322 • C) (http://www.climatecentral.org/news/2016-was-second-hottest-year-for-us-21034). The average soil moisture, %VWC, over the three years for each irrigation treatment was close to the target values as described in Materials and Methods section and were significantly different, with Irrigation-1 having 29.14 ± 0.50% VWC, Irrigation-2 having 26.14 ± 0.53% VWC, Irrigation-3 having 22.75 ± 0.56% VWC, and Irrigation-4 having 16.47 ± 0.40% VWC (p < 0.0001) ( Figure 1 ). Table 1 ). Here, the populations are compared (Table 5a ) for the number of responsive and stable traits having significant or non-significant slopes, respectively, in Table 4 . The comparison was made on the number of responsive traits (Table 5b ) that were common between the parental pairs and the number of responsive traits that were complementary (e.g., one mapping parent of a population is responsive, and another is stable). Based on the results of the mapping parents, the PI 312777/Katy and the Francis/Rondo populations (A and C, Tables 1 and 5) appear to offer the greatest potential for breeding, as they have the highest combined number of responsive and complementary traits (12) for optimizing production under varying irrigation inputs. Although both populations offer wide genetic diversity (TRJ × Indica), the Francis and Rondo parents differ significantly for more traits (chalk, grain weight, grain thickness, grain length:width ratio and leaf stress), thus offering greater selection potential, and both parents have more desirable grain quality traits by the U.S. long grain market as compared to population A parents (Tables 1 and 5b ). The Cybonnet/Saber population (B, Tables 1 and 5) offers a somewhat different approach to breeding as compared to Francis/Rondo. Similar to population C, the B parents have five complementary traits and, although both are conventional U.S. long grains, the parents differ significantly for grain quality traits: chalk, grain length, grain width, TKW, and length:width ratio (Table 5b ). 
Analysis of Variance (ANOVA)
The analysis of variance (ANOVA) demonstrated that there were significant differences for essentially all traits measured over the three years due to Year and Variety effects (p < 0.05) ( Table 2) . Although the irrigation treatments were significantly different based upon the average seasonal soil moisture (Table 3) , differences in days to maturity, EGP, leaf stress score, grain length:width ratio, grain chalk, grain thickness, grainfill days, GDD1, and GDD2 were not detected due to irrigation at p < 0.05 ( Table 2 ). Irrigation treatment effects were significantly different for eight of the plant traits measured during the study (Tables 2 and 3 ). Varieties accounted for most of the model variation except for the traits days to heading and days to maturity, which were explained more by the Year effect, whereas average seasonal soil moisture and canopy temperature were explained more by the Irrigation effect. Interestingly, there were only five traits that had a significant Variety × Irrigation interaction (p < 0.05), but the proportion of the total sum of squares in the model accounted for by each of these traits was less than 5%. This demonstrates that even with this small panel of southern U.S. germplasm, the variation due to rice cultivars is far greater than other sources of variation in the model.
Variety and Trait Response to Soil Moisture Levels
To further explore these genetic differences, regression analysis was performed for each variety to determine which traits were most responsive to a range of seasonal soil moisture levels (Table 4a ,b). This regression analysis was performed for 13 traits listed in Table 2 , excluding EGP, seasonal soil moisture, GDD1 and GDD2. Depending on the variety, significant slopes were determined for six to twelve traits indicating that these were sensitive to increasing seasonal soil moisture levels (p < 0.01). The most responsive varieties (PI 312777, Francis, Zhe 733, and Mars) had significant slopes for ten or more traits. The most stable varieties (Cybonnet, Lemont, RoyJ, and Lagrue) had significant slopes for six or seven traits. However, maturity, grain length:width ratio, and leaf stress were relatively insensitive to increasing soil moisture with four or fewer varieties having significant slopes for these traits. All varieties had significant slopes for days to heading, plant height, GY, and panicle stress, with positives slopes for plant height and GY indicating these traits increased with soil moisture. For canopy temperature, all but one variety (RoyJ) had a significant negative slope, indicating higher temperatures at the lower soil moisture levels. This demonstrates that varieties differ in response to soil moisture for growth and development traits (heading, height), grain dimension traits (length, width, thickness), yield and TKW, and indicators of stress (canopy temperature, panicle stress). However, in this genetic panel, other traits that were not sensitive to soil moisture were more affected by Year (maturity), Variety (chalk, length:width ratio), or unexplained variation (leaf stress). Table 5a ,b summarize the results from the parental pairs that we have used to develop five mapping populations (A-E, Table 1 ). Here, the populations are compared (Table 5a ) for the number of responsive and stable traits having significant or non-significant slopes, respectively, in Table 4 . The comparison was made on the number of responsive traits (Table 5b ) that were common between the parental pairs and the number of responsive traits that were complementary (e.g., one mapping parent of a population is responsive, and another is stable). Based on the results of the mapping parents, the PI 312777/Katy and the Francis/Rondo populations (A and C, Tables 1 and 5) appear to offer the greatest potential for breeding, as they have the highest combined number of responsive and complementary traits (12) for optimizing production under varying irrigation inputs. Although both populations offer wide genetic diversity (TRJ × Indica), the Francis and Rondo parents differ significantly for more traits (chalk, grain weight, grain thickness, grain length:width ratio and leaf stress), thus offering greater selection potential, and both parents have more desirable grain quality traits by the U.S. long grain market as compared to population A parents (Tables 1 and 5b ). The Cybonnet/Saber population (B, Tables 1 and 5) offers a somewhat different approach to breeding as compared to Francis/Rondo. Similar to population C, the B parents have five complementary traits and, although both are conventional U.S. long grains, the parents differ significantly for grain quality traits: chalk, grain length, grain width, TKW, and length:width ratio (Table 5b) . Cybonnet and Saber also have five responsive traits and three stable traits (days to maturity, leaf stress, and grain thickness) (Table 5a ). Unlike Francis/Rondo, both B parents are from the TRJ subpopulation, but due to new high-density genotyping platforms, marker assisted breeding approaches are viable in genetic materials that are from the same subpopulation [56] .
During 2016, four additional traits were determined to better assess physiological responses of rice genotypes to the irrigation treatments. These traits included growth rate (rate of height increase) during the vegetative and reproductive (post-heading) phases, chlorophyll content (SPAD readings), and leaf AsA content at the V8, eight leaf, stage [51] . Similar to the combined three-year analysis, varieties were significantly different (p < 0.05) for most traits with the exception of leaf ascorbic acid ( Table 6 ). * ns denotes the values that are not significant at p < 0.05. TKW denotes one thousand kernel weight, GDD1 and GDD2 denote growing degree days from emergence to maturity and from heading to maturity, respectively.
Irrigation treatments were significantly different for 10 of the 22 traits, including stress indicators (chlorophyll content, leaf and panicle stress, and leaf AsA), grain dimensions, and TKW (Table 6 ). In 2016, the Variety × Irrigation interaction was significant (p < 0.05) for seven traits: days to heading, days to maturity, GDD1, plant height, GY, leaf stress score, and chalk with all but days to heading explaining 11-16% of the total model variation. Although plant height was generally the greatest in Irrigation-1, for five of the varieties, the tallest plants were observed in Irrigation-2 or Irrigation-3. Likewise, GY was generally highest in Irrigation-1, but for seven of the varieties, the highest GY were observed in the irrigation treatments 2 and 3. While the lowest level of leaf stress was generally observed at Irrigation-1, the Variety × Irrigation interaction could be explained by the lowest scores being observed at Irrigation-2 for three of the varieties, although these had less than one-unit difference from the next lowest scores. Chalk percentage was generally highest at the lowest soil moisture level; however, Zhe 733 had significantly higher chalk at Irrigation-1, and three other varieties had higher levels under the intermediate irrigation levels.
Correlations Between Plant Traits
To better understand the relationship between agronomic, phenological and stress-related traits measured in 2016, correlations were determined (Table 7 ; p < 0.0001). Many of the large correlations were found in expected relationships, such as correlations among grain dimension traits (e.g., grain length with grain width r = −0.79) and with chalk percentage (e.g., with grain thickness r = 0.56), and are not discussed. In 2016, plant growth rate was determined during the vegetative phase (emergence to heading) and the reproductive phase (during grainfill period). Averaged across the varieties and irrigation treatments, the growth rates during the two phases were very similar (vegetative phase, 0.93 cm day −1 ; and grainfill, 1.01 cm day −1 ), but the two were inversely correlated (r = −0.72) with each other.
This finding suggests that the genotypic differences in phenology are balanced, with some growing faster earlier, but others compensating with rapid later growth. Varieties having a large season-long GDD (i.e., GDD1), were later to head (r = 0.70) and to mature (r = 0.99). However, the plant growth rate during the grainfill phase was generally slower (r = −0.44) in varieties having a larger GDD1, and there was no significant correlation between GDD1 except with plant growth rate during the vegetative phase. Interestingly, there was a positive correlation between grain chalk and plant growth rate during the grainfill phase (r = 0.42). This suggests a possible source-sink imbalance that leads to inadequate starch deposition in the grain, resulting in chalky areas. Plants having a large GDD during grainfill (i.e., GDD2) had a longer grainfill phase (r = 0.98), but there was no significant relationship with plant growth rates during the vegetative or grainfill phases. GDD2 was also positively correlated with grain thickness (r = 0.44).
Increasing soil moisture was associated with increased TKW, final plant height, and leaf AsA content (r = 0.39). A negative correlation was observed between soil moisture and canopy temperature (r = −0.57). Canopy temperature was also positively correlated with leaf stress symptoms (r = 0.49) and chlorophyll content (r = 0.41). Similarly, soil moisture was negatively correlated with chlorophyll content (r = −0.57). Thus, plants with low soil moisture had higher canopy temperatures, were darker green, and had lower leaf AsA contents. Plants with higher SPAD scores had delayed maturity (r = 0.39) and greater panicle stress scores (r = 0.43). This result indicated that under reduced soil moisture conditions or for genotypes that scavenge a large amount of soil moisture, AsA does not serve as a protectant and the higher chlorophyll contents might be due to reduced remobilization of assimilates from the leaves to the grains. In fact, panicle stress was positively correlated with chlorophyll content (r = 0.43) and leaf stress (r = 0.42).
Identification of Traits Related to Crop Resiliency to Non-Flooded Irrigation Conditions
Stepwise regression was performed to determine which variables were most important in explaining EGP. Analyses were performed separately for the three-year data and for 2016 alone, as the latter contained additional physiological variables not previously measured (vegetative height rate, reproductive height rate, SPAD, and leaf AsA content). Regression models were developed for the three-year data and 2016 data, with R 2 = 0.36, C(p) = 6.35 and R 2 = 0.38, C(p) = 5.51, respectively (Table 8a ,b). Both models resulted in the same six variables with the 2016 analysis also including vegetative height rate. The parameter estimates used in both models were all positive except for maturity and panicle stress. Decreasing panicle stress would be evidenced by full emergence of the panicle from the boot and low floret sterility; the latter is a factor involving both pollen viability and grain filling. Surprisingly, in both models, increasing canopy temperature was related to greater EGP. To explore this result, regression analysis using the three-year data was performed by each irrigation treatment. The analysis revealed that only under the driest treatment (14% VWC) canopy temperature was significant (and positive) factor in the model (data not shown). A scatter plot of the data showed that although there was a wide range in canopy temperatures observed with irrigation treatment 4, none of the varieties with the highest EGP had low canopy temperatures ( Figure S3 ). In addition, all but one of these plots, having both higher EGP and canopy temperature, were from the 2016 environment which was noted as having record high air temperatures. In addition, over half of these varieties were indica introductions (Teqing, Rondo, and PI 312777) which originated from sub-tropical areas in PR China and Taiwan. This suggests that these varieties demonstrated tolerance to a combination of water stress and high air temperature stress by being able to produce high EGP even when canopy temperatures were elevated. 
Discussion
There are many countries which subsist largely on rice production but lack access to irrigation resources and, thus, drought threatens their food security. In these parts of the world where upland rice is grown, germplasm screening trials have used drought stress levels ranging from −40 kPa to −60 kPa [38] . However, U.S. rice production will be likely not be economically viable under upland conditions because there are alternative crops that have lower water consumption that can be grown in these areas. Moreover, U.S. rice growers have focused on efficiently utilizing rainwater, aquifers, and recycled water (tail-water recovery) rather than attempting to grow rice under upland conditions [21] . Thus, this research targets water-saving production systems like intermittent flood and alternate wetting and drying where the rice crop may be subjected to a range of soil moisture levels throughout the growing season. For such non-flooded systems, the goal is to develop varieties that have effective grain production (EGP) per unit of water applied. In this study, we used the SDI system to deliver season-long stress, versus stress at a particular growth stage, that ranged from 29.14% VWC (equivalent to field capacity) to 16.47% VWC (equivalent to the wilting point) in DeWitt Silt loam soils; levels which are considered relevant to the water-saving rice production systems in the USA We compared a set of rice varieties for EGP as defined by GY per unit of available soil moisture (%VWC) and determined which plant traits are most important for production under a water limited system. Decreased soil moisture resulted in delayed heading, reduced plant height, lower GY, panicle emergence delay and blanking, smaller grains, and higher canopy temperatures. Other traits such as days to maturity, EGP, leaf stress score, grain length:width ratio, grain chalk, grain thickness, and GDD (GDD1: season-long, and GDD2: grainfill period) did not show significant effect due to irrigation level, which may be because our irrigation stress treatments were not extreme.
We observed that differences among varieties accounted for, by far, most of the variation and that there was relatively little interaction with irrigation treatments. Other researchers made similar observations, finding that the heritability of most traits is similar under flood and drought conditions, that QTLs for traits overlap regardless of water stress level, and that selection under well-watered systems is also effective for drought [47, 49] . Palanog et al. [46] demonstrated that even though drought stress is considered a complex trait, bulk segregate analysis (BSA), which is usually reserved for major genes, is effective for selecting across water stress levels.
Ultimately, we aim to develop genetic markers that are linked to resilient crop performance under non-flooded irrigation production practices that are being used in the U.S. Identifying contrasting parent pairs for use in developing mapping populations is a first step towards gene discovery [57, 58] . We compared 10 parents used in five mapping populations that we have developed and found that the Francis/Rondo population (C, Tables 1 and 5a,b) holds the most promise for breeding and gene discovery under a reduced irrigation production system. This population is segregating with genes from different rice subpopulations (TRJ and indica) that trace to different global regions of adaptation and types of production systems. In addition, the parents possess a number of traits that are responsive and complimentary for both stress tolerance (panicle stress) traits [14] , as well as important agronomic and grain quality traits, critical for varieties utilized by the U.S. rice industry. Similarly, the Cybonnet/Saber mapping population (B, Tables 1 and 5a,b) is a potential candidate for marker discovery and breeding as it has five responsive traits, five complementary traits and three stable traits between the parents. Both parents of the Cybonnet/Saber population are from the TRJ subpopulation making them a unique germplasm resource without concern for adaptability to the U.S. Additionally, the current investigation identified varieties with contrasting sensitivities for other important traits. For example, four varieties (PI 312777, Francis, Zhe 733, and Mars) had 10 or more traits with significant slopes, indicating that they were responsive to soil moisture availability. The most stable varieties were Cybonnet, Lemont, RoyJ and Lagrue, with only six or seven traits with significant slopes. New genetic populations using such parents could provide excellent breeding material for deficit irrigation production systems.
An important goal of modern rice breeding efforts is to optimize EGP, the amount of grain produced per unit of water used. Stepwise regression analyses identified six traits that were the most related to EGP: panicle stress, GDD1 days to maturity, grain chalk, plant height, and canopy temperature. The positive slope of canopy temperature was primarily associated with suboptimum soil moisture levels (irrigation treatment-4) where greater water use efficiency is observed (versus field capacity) and in combination with an environment where high field temperatures occurred (2016). Increasing canopy temperature is indicative of disturbed homeostasis of stomatal biology that involves complex relationships between environment (e.g., air temperature, vapor pressure deficit, available soil moisture) and the plant (e.g., biomass, architecture, biochemical adjustments). A negative correlation that was observed between soil moisture and canopy temperature (r = -0.57) has also been reported in rice and other crop plants [14, [59] [60] [61] [62] . Barnaby et al. [26] reported that cultivars that sustained photosynthesis and stomatal conductance under water stress resulted in low canopy temperature and protection from yield loss. Similarly, simulation analysis also showed that exploitation of photosynthesis-related traits may contribute towards increasing rice productivity [63] . However, there is likely a threshold for canopy temperature above which it may affect the biochemistry of plant cells and cell growth, and ultimately lead to the disruption of cell membranes and carbohydrate metabolism [48, 64] . Fukuda et al. [65] reported a CTd11 allele from a high yielding indica rice performed better in regulation of canopy temperature, stomatal conductance and photosynthetic rates compared to the japonica allele associated with moderate yield. We also observed an increase in chlorophyll content under extreme water stress, which is in contrast to other reports [66] . Under water stress, panicle elongation and seed set were reduced, resulting in a loss of a sink for carbohydrate remobilization and an increase in stay green canopy [14, 47, 48] . Although ascorbic acid has been commonly associated with response to abiotic stress, in this study, we observed a positive relationship of ascorbic acid content with soil moisture availability. This has also been observed in other studies using rice, wheat and soybeans [67] [68] [69] .
Conclusions
New water-saving rice production practices are rapidly being adopted in the USA However, because U.S. rice varieties have been developed for production in continuously flooded paddies, it is not known whether current varieties possess the genetic potential for use in breeding programs that desire to combine high yield potential and resilience to soil moisture fluctuations as seen in intermittent flood and AWD systems. The objective of the study was to identify traits and germplasm for rice breeding programs targeted at increasing EGP in the southern USA. In this investigation, the varieties were chosen to explore the genetic diversity among those that are well adapted to the southern USA, have proven commercial success due to demonstrated yield potential, and are thus relevant to on-going breeding efforts among southern U.S. rice breeders. The majority of the variation for GY and EGP was due to the genotype effect. The stepwise regression approach identified six variables (viz., panicle stress score, canopy temperature, GDD1, plant height, grain chalk, days to maturity) that explained 35% of the phenotypic variability for EGP. The Variety × Irrigation interaction was significant only for very few traits, and these explained less than 5% of the total variation in the model. Four rice genotypes (viz., PI 312777, Francis, Zhe 733, and Mars) were identified with 10 or more traits having significant slopes in response to a range in soil moisture levels. Three bi-parental mapping populations (viz., A: PI 312777/Katy; B: Cybonnet/Saber; C: Francis/Rondo) were also identified in this study as having the most promise in identifying QTLs/genes associated with crop resiliency to water stress. The results indicate the potential to develop improved rice varieties that have high yield potential and are optimized for production under non-flooded irrigation systems that use comparatively less water. However, other factors such as disease resistance and weed competition may be equally important to include as breeding targets in these systems.
Supplementary Materials:
The following are available online at http://www.mdpi.com/2073-4395/10/1/55/s1. Figure S1 : Graphic representation of field layout using sub-surface drip irrigation system to evaluate 15 rice cultivars under four irrigation treatments. Row-to-row distance of the planted rice was 40.6 cm and the drip tape-to-drip tape distance was at 81.2 cm, so the rice row-to-drip tape distance was 20. Figure S3 : Plot of canopy temperatures and effective grain production in irrigation treatment-4 across the whole study. The X axis shows effective grain production (EGP) as the ratio of GY (g plant −1 ):average seasonal volumetric water content (% VWC). The Y axis shows canopy temperature ( • C). The circle identifies plots that had highest EGP. None of which had relatively low Canopy Temperatures.
